Primers used in ChIP experiments. DNA fragments in ChIP experiments were amplified with the following pairs of primers: for NK-2 binding sites in the endogenous NK-2B regulatory region and in construct 1.9, gaatttgctcataagcatgac (for)-ctcaaattctacggctatcc (rev) for fragment 1, and ggcttgaacatttaactcg (for)-ctgactctaacggactgtcc (rev) for fragment 2; for the 5-NK-2 site,
ggaattggtcgactctagc
(for)-caggaaacagctatgacc (rev), for the hsp70 promoter gtgacagagtgagagagcattagtg (for)-attgtggtaggtcatttgtttggc (rev), for two distant NK-2 sites at position around -2800, cggcgtgtagatagcgatccgttc (for)-cggcaactgcattgtttgtcatttg (rev), for three NK-2 sites in Ind gene, gcactccgatttacctgatctcatccc (for)-caccgagtcctacctgctgaccc (rev).
Results

Mapping the NK-2B transcript
To test if the NK-2B transcript starts from the alternative promoter, the sequence up to 14 kb upstream of the transcription start site was analyzed by RT-PCR. Different variants of 5'-primers located upstream of the NK-2 promoter and the reverse primer located in the second NK-2A exon were used. This allowed identification of a 120-bp DNA fragment located 8.2 kb upstream of the known NK-2 start of transcription as part of the NK-2 transcript.
In addition, the structure and origin of the NK-2B transcript were studied using different approaches. Hybridization with short antisense RNA probes corresponding to the 5` or 3` untranslated regions and the first, second, and third exons of vnd/NK-2 mRNA showed that NK-2B mRNA lacks the first exon found in the NK-2A mRNA.
Next, the cDNAs of NK-2 partly containing the 5` and 3` untranslated regions and coding regions of both transcripts were obtained by RT-PCR on mRNAs from the adult fly head or body. These cDNAs were cloned and sequenced. To amplify NK-2B cDNA, two rounds of PCR were performed. Primers used in the first round were 5'-GTGAACCACCAGCAATTCAG annealing to the far noncoding 5' region of NK-2B and 3'-GCATTGGTCTGATATCCAGGAATGG annealing to the far noncoding 3' region of NK-2A.
Primers used in the second round were 5`-CACGCGAGATCCTTAATTATGAG annealing to the untranslated region close to the NK2-B start codon of exon 1B and 3`-GTGGTCTTCTGGCTCATCG located at the 3` untranslated region of NK2, 90 bp upstream of the stop codon.
The results of sequencing demonstrated that the 2.8-kb transcript was synthesized from the alternative promoter. This transcript really lacked the first exon of NK-2A but contained an alternative 118-bp exon, which was connected with the second exon of NK-2 and potentially gave rise to the novel transcription factor differing from NK-2 in its N terminus. 
